(A) Absolute intensity of polyA spike-in control probes. In vitro transcripts for dap, thr, phe, and lys are added to total RNA at staggered concentrations (1:6667, 1:25000, 1:50000, 1:100000 molar ratio). This relationship is clearly reflected by decreasing signals after array hybridization. The application of identifier probes complementary for lys probes leads to an increase of signals (open triangles). (B) 3′/5′ ratio for polyA spike-in control probes. The ratio of signal intensities of probesets specific for the 3′ and 5′ regions of the polyA spike in RNAs allow monitoring of RNA integrity during the in vitro transcription and hybridization process. Ratios between 1 and 3 are considered as good quality. Whereas the ratios for dap, thr, and phe are unchanged by the addition of identifier probes, the lys 3′/5′ ratio is elevated, since the 5′-specific probeset is not targeted by the identifier probes. (C,D) A set of four in vitro transcripts with increasing concentrations are added to the labeled cRNA prior to array hybridization to monitor sensitivity and RNA integrity during the hybridization process only. The hybridization performance of the four hybridization control RNAs is not affected by the addition of the identifier probes, since intensity (C) and 3′/5′ ratios (D) are identical to samples without identifier probes.
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